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POLYMER ARRAYS AND METHODS OF USING LABELED PROBE MOLECULES 
TO IDENTIFY AND QUANTIFY TARGET MOLECULE EXPRESSION 

FIELD OF THE INVENTION 
This invention relates generally to array based assays and more particularly to 
microarrays or beads having labeled probes molecules which are designed to assist in the 
identification and quantification of target molecules including native molecules or mutant 
molecules. 



BACKGROUND OF THE INVENTION 
Currently, scientists are interested in examining the effect of different treatments or 
conditions on the human body. One method of exploring these effects is to examine the changes 
'•i that occur in the expression or function of molecules vdthin individual cells or tissues which are 
1$ exposed to the treatments or conditions. The molecules which are effected by such exposure 
M= may then be qualitatively or quantitatively compared to the native molecules to examine the 
: effect of the treatment or condition. 

'■ 3 In determining the expression or function of any molecule, traditional methods in 

I, a. molecular biology are only useful at examining the effect of one agent on one cellular molecule, 
;2|) in one experiment, which means that any effect of on any given molecule, in general, is slow, 
\l! expensive and difficult to assess. The advent of microarray technology has allowed scientists to 
examine the effect of one treatment or condition or combination of thereof on thousands of 
molecules simultaneously. 

Microarray technology consists, generally, of probe molecules being attached to a 
25 solid substrate and target molecules, obtained from the exposed cells contacting the probe 

molecules. Typically, target molecules are labeled prior to exposure to the microarray. Once 
exposed to the microarray, some target molecules selectively form probe/ target pairs by 
binding/hybridizing with the complimentary probe molecules on the microarray. The target 
molecules that do not form pairs are removed from the microarray. Where the probe/target pairs 
30 are formed on the microarray, the scientist can then visualize the probe molecules which were 
bound by labeled target molecules. The relative amount of probe/target pairs which form can be 
compared between groups of cells which are exposed to different treatments and cells which are 
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not (controls) to detemine the effect of the treatment. For example, the levels of expression of 
mRNA or protein as a target molecule may have changed, or alternatively, the conformation of a 
protein or carbohydrate may have changed. As thousands of molecules can be screened 
simultaneously using this technology, microarrays may be used to improve timeliness, 
5 effectiveness, accuracy and overall benefit-to-cost ratio for examining changes in molecular 
expression and function relative to traditional methods. 

One difficulty in microarray technology thus far, however, has been the ability of 
scientists to efficiently and effectively identify and quantify the probe/target pairs which form on 
the microarray. As above, the target molecule is typically labeled, and that label is detected to 

1 0 identify the probe/target pair. However, the label may not be present on the target molecule in 
sufficient amounts to be detectable. If a target sequence is not adequately labeled, false negative 
results are obtained, meaning that probe/target pairs are formed, but not identified by the 

C3 scientist. Labeling inadequacies often occur due to enzymatic reproducibility, inhibition and or 
1 incomplete incorporation of dyes. 

|1 

1/^ SUMMARY OF THE INVENTION 

Labeled probe molecules are disclcysed where the label is detectable when the probe 

molecule is not paired with a complimentary target molecule, and the label is xmdetectable when 
i.^. paired vnth a target molecule. Such a system allows for a means of identifying target molecules 
i2|) in a sample without encountering the difficulty of labeling target molecules. 
Q The probe and target molecules can be polymers of nucleic acids, amino acids or 

carbohydrates. The label is preferably fluorescent, and can be detected by those methods 

currently known or to be developed in the art, such as flow cytometry. The probe molecules can 

be attached to a solid substrate such as a microarray or a bead. 
25 In one embodiment, the probe molecules are single-stranded, fluorescently labeled 

nucleotide sequence which are attached to a microarray. The fluorescing nucleotide probe 

molecule is quenched when hybridized to a complimentary target nucleotide sequence. 

In an alternate embodiment, the probe molecules are single-stranded, fluorescently 

labeled oligonucleotide sequences comprised in part or entirely by nucleotide base analogs. 
30 Such a system also allows for a means of quantifying target molecules in a sample. In 

an alternate embodiment, a known number of labeled probe molecules are attached to a bead 
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which can be contacted with the target sequences within a cellular sample. When probe/target 
pairs are formed, the fluorescence of the probe molecule will be decreased. When a number of 
probe/target pairs are formed which is substantially equal to the number of probe molecules 
present on the bead, the fluorescence of the probe molecule will be substantially ehminated. 
5 Thus, the beads can be used to quantify the amount of a target molecule in a cellular sample. 

The above described and many other features and attendant advantages of the present 
invention will become apparent from a consideration of the following detailed description when 
considered in conjunction with the accompanying drawings. 

10 BRIEF DESCRIPTION OF THE DRAWINGS 

Detailed description of the embodiments of the invention will be made with reference 
to the accompanying drawings. 
U Figure 1 shows the known structures for native adenosine (1 A); guanine and inosine 

rj via a generic structure (IB); cytidine (1 C); and thymidine and uridine via a generic structure 
S (ID). 

;:;LJ DETAILED DESCRIPTION OF THE INVENTION 

This description is not to be taken in a limiting sense, but is made merely for the 
Li. purpose of illustrating the general principles of the invention. The section titles and overall 

organization of the present detailed description are for the purpose of convenience only and are 
CD not intended to limit the present invention. 

PROBE MOLECULES 

The invention utilizes labeled probe molecules wherein the label is detectable when 
25 the probe molecule is not paired with a complimentary target molecule, and the label is 

undetectable when paired with a target molecule. As mentioned, this invention allows for a 
means of identifying and quantifying a target molecule in a cellular sample without encountering 
the difficulty of labeling target molecules. 

The probe and target molecules can be polymers of nucleic acids, amino acids or 
30 carbohydrates, and complimentary pairs may form due to hybridization, armealing, or binding. 
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for example between any of a nucleic acid, amino acid or carbohydrate polymer. The probe and 
target molecules can be synthesized or extracted from an organic source. 

Where the probe molecules are nucleic acids the molecules may be single stranded or 
double stranded. Where the probe molecules are nucleic acids, the polymers may be comprised 
5 of native nucleotide bases (adenosine, guanine/inosine, cytidine or thymidine/uridine) or of 

nucleotide analogs, or any combination thereof. Further, the probe molecules can be comprised 
of a variety of different nucleotide analogues with preferred analogues having substantially the 
same or higher hybridization affinity for a target sequence as does a probe molecule comprised 
of native bases of the same length. More preferably the probe molecules are comprised of 

10 nucleotide analogues which can substitute for a native nucleic acid bases in all or any of 

enzymatic reactions involving (1) nucleic acid replication; (2) ligation and (3) phosphorylation. 

Nucleotide analogs including heterocyclic pyrimidine or purine structural analogs of 

□ naturally occurring bases which are fluorescent under physiological conditions may be used. 
Examples of other nucleotide analogues which may be useful in this invention include, but are 
not limited to: 2 -amino purine at least for adenosine or guanine; ribonucleoside or 2,6-diamino 

ifi ribonucleoside, fbrmycin A, fbrmycin B, oxyfbrmycin B, toyocamycin, sangivamycin, 

^L;: pseudoouridine, showdomycin, minimycin, pyrazomycin, 5-amino-formycin A, 5-amino- 

formycin B or 5-oxo-formycin A at least for adenosine; 4-amino-pyrazolo [3„ 4d] pyrimidine, 
4,6-diamino-pyrazolo [3„ 4d] pyrimidine, 4-amino-6-oxo-pyrazolo [3„ 4d] pyrimidine, 4-oxo- 

iM) pyrazolo [3„ 4d] pyrimidine, 4-oxo-6-amino-pyrazolo [3„ 4d] pyrimidine, 4,6-dioxo-pyrazolo 

Q [3„ 4d] pyrimidine, pyrazolo [3„ 4d] pyrimidine, 6-amino-pyrazolo [3„ 4d] pyrimidine or 6-oxo- 
pyrazolo [3„ 4d] pyrimidine at least for cytosine or thymidine. 

Finally, the probe molecule can be comprised of native nucleotide bases or nucleotide 
analogs, some of which or all of which are labeled. Preferably, some or all of the nucleotides are 

25 labeled with a fluorescing label. For example, in some embodiments only one base e.g. 

adenosine is substituted with an analogue (such as formycin, 2-amino purine, ribonucleoside or 
2,6-diamino ribunucleoside), while the other nucleotides in the sequence are native. In other 
embodiments all the purines or altematively all the pyrimidines are changed from the native 
nucleotide to a fluorescent nucleotide analog. 

30 Those skilled in the art reading this disclosure will recognize that various types of 

different fluorescent nucleotides or analogues can be used in connection with the present 
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invention. Specific examples are provided above, and others are described in U.S. Patents 
5,763,167 to Conrad; 5,925,517 to Tyagi, et al.; 5,876,930 and 5,723,591 to Livak, et al.; 
5,525,71 1 and WO 95/31469 issued to Hawkins, et al. all of v^hich are incorporated herein by 
reference in their entirety. 
5 Alternatively, the nucleic acid based probe molecule can be labeled after the probe 

molecule is produced. Detectable labels can be attached by a variety of known procedures. 
Standard labeling protocols for amino acids and nucleic acids are described, for example in 
Sambrook et a/.(1989) Molecular Cloning: A Laboratory Manual, l""^ Ed. Cold Spring Harbor 
Laboratory, Cold Spring Harbor, New York; Kambara, H. et al (1988) Biotechnology 6:816- 

10 821; Smith, L. et al, (1985) Nuc, Acids Res, 13:2399-2412; for polypeptides, see, e.g., Allen, G. 
(1989) Sequencing of Proteins and Peptides, Elsevier, New York, and Greenstein and Winitz 
(1961) Chemistry of the Amino Acids, Wiley and Sons, New York. Carbohydrate labeling is 

Q described, for example in Chaplin and Kennedy (1986) Carbohydrate Analysis: A Practical 

H Approach, IRL Press, Oxford — see also U.S. Patent 5,652,099 issued to Conrad, all of which 

iV5 publications are incorporated herein by reference in their entirety. 

r^S The fluorescing label is preferably 2-aminopurine, which fluoresces at a range of about 

300 nm to about 700 nm, most preferably, the fluorescence is detectable by the unaided human 

M eye. The label may be fluorescent, and can be detected by those methods currently known or to 
be developed in the art, such as flow cytometry. Further, the label preferably fluoresces at a 

^|0 wavelength that is visible to an unaided human eye. Methodology utilizing 2-aminopurine as a 

25 labeled molecules is disclosed in Allen and Reich Biochemistry 1996, 35:1457-14762, herein 
incorporated in its entirety. 

The probe molecules comprised of nucleotides can be produced using the known 
technology use to produce oligonucleotides, cDNA or RNA sequences. The probe molecules 

25 using nucleotides may have a sugar-phosphate backbone which is identical to that of a native 

molecule. However, in some embodiments it can be desirable to provide a modified backbone to 
enhance nuclease resistance, for example, which can enhance the reusability of the microarrays. 
Techniques for modifying backbones are described in at least European Application EP 0 742 
287 A2 to McGall, et al, incorporated herein by reference in its entirety. 
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The probes molecules comprised of nucleic acids can be of any desired length, but are 
preferably longer than four bases or analogs long, and most preferably about 6 to about 300 or 
more nucleotides. 

As those skilled in the are will recognize, probe molecules may also be amino acid 
5 based or carbohydrate based; such polymers can be synthesized and labeled according to 

methods of those presently known or to be developed by those skilled in the art, and those cited 
above. 

SOLID SUBSTRATES 

10 MICROARRAYS 

Microarrays useful in this invention are any substrates which maximally facilitate the 
attachment of probe molecules thereto, and minimally interfere with probe/target pairing and 

0 further minimally interfere with detection of the label on the probe molecules. 

; J In one embodiment, the microarray has probe molecules of different molecules 

attached to its surface. In an alternate embodiment, the surface of the microarray is divided into 

1 jl quadrants, each quadrant having a different probe molecule sequences. Preferably, all of the 

'■■I probe molecules in any quadrant are substantially similar in sequence (such as greater than 85% 

- homologous), and preferably each different quadrant contains a different probe molecule 
sequence or a different quantity of any probe molecule sequence. However, in some 

:ib embodiments, each quadrant may have more than one probe molecule sequence. 

C3 The microarrays of the present invention may have varying number of quadrants, or 

distinct sub-areas of the microarray. The microarrays preferably can include from about 10 to 
about 10,000 or more quadrants. Each quadrant preferably has a surface area of 1 square 
centimeter or less. The quadrant density of the microarray, or the number of quadrants per square 

25 centimeter of microarray surface area, may vary. Probe densities may be from about 100 copies 
to about 10,000 copies of a probe molecule per quadrant. Probe densities as high as 400 or more 
oligonucleotides per cm^ have been described in U.S. Patent 5,744,305 to Fodor, et al., and probe 
densities of as high as 1,000 or more nucleotides per cm^ have been described in U.S. Patent 
5,445,934 issued to Fodor, et al, both patents are hereby incorporated by reference in their 

30 entirety. 
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Microarrays may be produced by synthesizing polymers thereon as is disclosed in U.S. 
Patent 5,436,327 to Southern, et al. (arrays with fluorescent nucleotide analogues) or U.S. 
Patents 5,445,934 and 5,800,992 to issued to Fodor, et al.(single stranded oligonucleotide probe 
molecules on the microarray surfaces), herein incorporated by reference. 
5 In some embodiments, where probe molecules exceed about 200 molecules, for 

example, it is preferable to synthesize the probe molecules separately, and then attach them to 
the substrate. This method is disclosed in U.S. Patent 5,807,525 to Allen, et al., herein 
incorporated by reference in its entirety. One advantage of the later method of making the 
microarray is that microarrays may have a higher purity of the desired sequences and, facilitate 
10 the production of sequences of any desired length or varying lengths. 

BEADS 

n Beads useful in this invention are any substrates which maximally facilitate the 

'1 attachment of probe molecules thereto, and minimally interfere with probe/target pairing and 
^1^ further minimally interfere with detection of the label on the probe molecules, 
m In some embodiments, beads are comprised of a ferromagnetic metal coated with a 

non-soluble polymer material, and the polymer has, coated on its surface, the probe molecules. 
^ Beads can be produced in any size and are preferably less than 20 \xm in diameter, and 

M more preferably less than 10(am in diameter. 

i^f) In one embodiment, the beads have probe molecules of the same sequence attached to 

its surface. Preferably, the quantity or number of probe molecules attached to the bead are 
known. Preferably, each bead has about 100 to about 1 ,000 or more probe molecules. A variety 
of beads can be produced and each bead having the same or a different number of probe 
molecules attached to its surface. Alternatively, in some embodiments, each bead may have 

25 more than one probe molecule sequence attached thereto or have an unknown quantity of probe 
molecules. 

METHOD OF IDENTIFYING CHANGES IN TARGET MOLECULE EXPRESSION OR 
FUNCTION 

30 In one method of using the invention, the presence of a target molecule (or the ability of a 

target molecule to bind a probe molecule) within a sample can be determined by comparing the 
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level at which the label is detected in any quadrant before and after being exposed to the target 
molecules in the sample. For example, a microarray having labeled probe molecules attached in 
distinct in quadrants can be evaluated by detecting the level of label expressed within each 
quadrant a first time. Then, a sample having unlabeled nucleotide target sequences can be added 
5 to the microarray and subject to sufficient conditions and time for target molecules to selectively 
pair with the complimentary labeled probe molecules. The microarray can be evaluated a second 
time to detect the level of label expressed within each quadrant after exposure to the sample. 

Where the level of label expressed during the second evaluation is less that expressed 
during the first evaluation, at least some amount of a target molecule can be inferred to have 
10 been present in the sample, as it is the target/probe pairing which quenches the label fi-om being 
detected. Further, the amount of quenching is proportionate to the amount of target molecule 
within the volume of the sample. Where the amount of probe molecule contained in any quadrant 
Q is known, and where the label is substantially undetectable, or detectable at baseline levels after 
;1 exposure to the sample, one may infer that the sample had at least the same number of target 
% molecules present as probe molecules on the quadrant, vdiere pairing occurs at a 1 :1 ratio of 
fi probe molecules to target molecules. 

In another method of using the invention, differential gene expression profiles can be 
analyzed. For example, the mRNA profile or protein profile of a native cell can be compared 
Is. with cells which are exposed to a treatment, for example. It is known that the expression profile 
!^ for mRNA or protein or binding ability between a target and probe molecule may be radically 
C3 changed due to exposure to a treatment, hov^ever, the individual molecules that are effected and 
the degree to which they are effected is unknown. Thus, a microarray using the labeled probe 
molecules of the present invention can be utilized to determine the changes in the expression 
profile or binding of several target molecules in a particular cell sample, 
25 Those skilled in the art will recognize a wide range of different uses for the 

microarrays of the present invention. Those uses are related, in part, to those taught by others 
using conventional arrays such as those disclosed in U.S. Patents 5,800,992 and 5,925,525 to 
Fodor, et al. For example, the arrays can be put to a variety of uses including detecting the 
presence of particular sequences in a given sample, and further determining differences and 
30 similarities between the probe sequences on the array and target sequences in the liquid sample, 
as described in U.S. Patent 5,925,525 to Fodor, et al., herein incorporated by reference. 



METHOD OF QUANTIFYING CHANGES IN TARGET MOLECULE EXPRESSION OR 
FUNCTION 

In another method of using the invention, the number of target sequences within a 
5 cellular sample can be quantified. Specifically, beads are produced having a known number of 
probe molecules attached thereto. The amount of marker detected on the probe molecules of a 
first bead, for example fluorescence, is measured a first time. The first bead is then incubated 
with a sample having target molecules under time and conditions sufficient to maximize the 
formation of complimentary probe/target pairs. The bead is then removed from the sample, 
10 using magnetic energy when the beads include a ferromagnetic core, for example. The amount 
of marker detected on the first bead is measured a second time. Where the amount of marker 
detected on the first bead is substantially reduced, such that it approaches zero or background 
Q measurements (the measurement of the marker on a bead not having probe molecules attached 
'\A thereto, or having unlabeled probe molecules attached thereto), the first bead is discarded and a 
i ij5 second bead is incubated with the sample having the remainder of the target molecules. Where 
\jl the amount of marker detected on the second bead is substantially reduced, the second bead is 
discarded and the process is repeated using subsequent beads, which are incubated with the 
cellular sample such that substantially all of the target molecules are removed from the sample 
and paired onto the probe molecules of the beads. Thus, individual beads are then sequentially 
added to the cellular sample until the cellular sample no longer quenches the fluorescence of the 
C3 beads being added. As the number of probe molecules on each bead are known, it is possible to 
calculate the number of target molecules which were present in the sample per volume which 
paired with the probe molecules and thereby, quenched the label signal. Further, where the 
number of target molecules present in a native cellular sample is quantified and the number of 
25 target molecules present in an experimental (in vitro or in vivo exposed to a treatment, for 

example) sample is quantified, the difference between these two numbers is a quantification of 
the effect of exposing a cell or tissue to the selected treatment conditions. 

While the present invention has been described with reference to the specific 
embodiments thereof, it should be understood by those skilled in the art that various changes or 
30 uses may be made and equivalents may be substituted without departing fi-om the true spirit and 
scope of the invention. 
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In addition, many modifications may be made to adapt a particular situation, material, 
composition of matter, process, process step or steps, to the objective, spirit and scope of the 
present invention. All such modifications are intended to be within the scope of the claims 
appended hereto. It should be noted that any of the claims below may be combined to form or 
practice the present invention. 
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What is claimed is: 

1 . A substrate having a surface area, the surface area comprising attached labeled 
probe molecules. 

2. The labeled probe molecules of claim 1 wherein label is fluorescent. 

3. The labeled probe molecules of claim 1 wherein label fluoresces at a wavelength 
of about 300 nm to about 700 nm. 

4. The substrate of claim 1 wherein the labeled probe molecules are comprised of 
nucleotides. 

5. The labeled probe molecules of claim 2 wherein the nucleotides are nucleotide 

analogs. 

6. The labeled probe molecules of claim 2, wherein the nucleotide analog is 2-amino 

purine. 

7. The substrate of claim 1 wherein the labeled probe molecules are comprised of 
amino acids. 

8. The substrate of claim 1 wherein the labeled probe molecules are comprised of 
carbohydrates. 

9. The substrate of claim 1 wherein the substrate is a microarray. 

1 0. The microarray of claim 9 further having the a surface area divided into quadrants 
wherein each different quadrant has labeled probe molecules of different sequences. 

1 1 . The microarray of claim 9 having from about 100 to about 10,000 different 
labeled probe molecule sequences located upon about 100 to about 10,000 different quadrants. 

12. The microarray of claim 9 having from about 100 to about 1,000 labeled probe 
molecule per quadrant. 

13. The substrate of claim 1 wherein the substrate is a bead. 
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14. The bead of claim 6 wherein the bead is formed of a ferromagnetic metal core and 
a polymeric coating. 



15. The bead of claim 7 having from about 100 to about 1,000 labeled probe molecule 
attached to the surface area of the bead. 

16. A method for assessing the presence of a target molecule in a sample comprising 
the steps of: 

a. procuring a microarray having a surface area comprising attached labeled 
probe molecules in quadrants; 

b. detecting the level of label expressed within each quadrant a first time; 

c. applying a sample comprising unlabeled nucleotide target sequences to the 
microarray; 

d. providing sufficient conditions and time for target molecules to selectively 
pair with the labeled probe molecules; and 

e. detecting the level of label expressed within each quadrant a second time; 
f comparing the levels of label expressed between the first time and the 
second time for each quadrant. 
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17. A method quantifying the amount of a target molecule in a sample comprising the 

steps of: 

a. procuring a first substrate having a surface area comprising a known 
number of labeled probe molecules; 

b. detecting the level of label expressed by the labeled probe molecules on 
the substrate; 

c. contacting a substrate with a volume of sample containing unlabeled target 
nucleotide sequences; 

d. providing sufficient conditions and time for target molecules to selectively 
pair with the labeled probe molecules; 

e. removing the substrate from the sample and detecting the level of label 
expressed by the substrate after exposure to the sample; 

£ where the level of label expression of the first substrate is substantially 
reduced to levels substantially similar to background levels, repeating steps a. 
through e. with subsequent substrates, having surface areas comprising a known 
numbers of labeled probe molecules. 

g. Calculating the amount of target molecule in the volume of sample by 
adding the known number of labeled probe molecules present on the first 
substrate and subsequent substrates contacted with the sample, wherein the levels 
of label expression of the substrates were reduced relative to the levels prior to 
contacting the sample. 

18. The method of claim 1 0, wherein the level of label expression is evaluated using a 
flow cytometer. 
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19. A substrate having a surface area divided into quadrants; 

different nucleotide probe molecule sequences bound to the surface area, wherein 
different nucleotide probe molecule sequences are bound to distinct quadrants; 

wherein the nucleotide probe molecules are characterized as being a single stranded 
form or double stranded in form, wherein the level of label expressed from the single stranded 
probe molecules is greater than the level of label expressed from the double stranded probe 
molecules; and 

wherein the nucleotide probe molecules are further characterized by an ability to 
hybridize to target nucleotide sequences. 
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ABSTRACT 

An assay system using labeled probe molecules to identify and quantify target 
molecules in a sample is disclosed. Where labeled probe molecules are present on a substrate 
such as a microarray, the identification of multiple different target molecules may be examined 
simultaneously. Altematively, a known number of like probe molecules may be present on a 
substrate and a single target molecule may be quantified in a sample. Preferred labeled probe 
molecules are comprised fluorescent single stranded nucleotide analogs whose fluorescence is 
quenched by pairing with a homologous nucleotide target sequence. 



15 



LA: 263280 vOl 11/22/2000 




HOCK 




Adenosine 



Guanosine or 
Inosine 



Fig. 1A 



Fig. 1B 




H-0CH2 




^12 "^4 

Thymidine 
or Uridine 



Fig. 1C 



Fig. 1D 



Attorney Docket No. 510015-234 

United States Fates&t Application 

COMBINED DECLARATION AND POWER OF ATTORNEY 

As a below named inventor I hereby declare tbat: my residence, post office address and citizenship are as stated below ncxi to my 
name; that 

I verily believe I am the orijjinal, Sxst and sole inventor (if only ow name <s Ust&S below) or a joint invcnmr (if plrn^J inventors 
are named below) of the subjea matter wMch claime?d and for wMcli a patent is smgM on the invention endtjcd; POt-YMER Ai^P: AY S 
AND METHODS OF USING LABELED PROBE MOLECULES TO IDENTIFY AND QUANTIFY TARGET MOLECULE 
EXPRESSION 

The spccificaiion of which 

a. S is attached hereto 

b. □ was filed on as application serial no. and was amended on (if applicable) (in the case of a PCT-liled application) 
described and claimed in international no. filed and as amended on (if any), which I have reviewed and for which I solicit a 
United States patenL 

I hereby state that I have reviewed and undersiand the contents of the above-identified spedficaiion, including the claims, as amended by 
any amendment referred to above. 

I acknowledge the duty to disclose Information which is material to the patcniability of this application in accordance with Tide 37, Code of 
Federal Regulations, § 1.56 (attached hereto). 

I h€3:3ay claim foreign priority benefits under Title 35, United Slates Code, § 1 19/365 of airs^ foreign application(s) for patent or in\'entor s 
certftfcate listed below and have also identified below any foreign application for patent or inventor's certificate lia:ving a filing date before 
that jpl the application on the basis of which priority is claimed: 



a. 310 such supplications have been filed. 

^- I3J applications have been filed as follows; 





FOREIGN A**PLICATIONCS)> BP ANY. CLAIMING PmORlTY UNSER 35 USC § 


119 


1 COUNTRY 


APPUCA riON MTMIIJJK 


BATJeOFFILXiVO 
(day, month. ytHr) 


DATEOFISSTO 
(day, xaonth. year) 










^ ALL FOMIGN aFPLXCATFONCS), IF ANY, FBLEO BEFORE THE PK20RITY APPLICATION(S) 


T" 


APPLICATION NUMBER 


DATE OF FILING 
(day, momfli, year) 


DATEOFIS&^UE 
(dasTf month, year) 











I hereby claim the benefit under Title 35, United States Code, § 120/365 of any United States and PCT international application(s) listed 
below and, insofar as the subject matter of each of the claims of this application is not disclosed in the prior United States application in ihe 
manner provided by the first paragraph of Title 35, United States Code, § 1 12, 1 acknowledge the duty to disclose material information as 
defined in Title 37, Code of Federal Regulations, § L56{a) which occurred between the filing date of the prior application and the national 
or PCT international filing date of this application. 





PATE OF FILING (d«y. month, year) 


STATUS (pafci 




|| appucation number 







I hereby claim the benefit under Title 35, United States Code § 119(e) of any United States provisional application(s) listed below: 



II U^. PROVISIONAL APPLICATION NUMBER 


DATE OF FILING (Day, Mralh, Ywr} 


1 


1 60/167,421 


November 24, 1999 



Id3a K3HD ESDil 



OZTf C6S XVd fZ'ZT CHM 00/ZZ/XT 



I hereby appoint the following attoniey(s) and/or patent agent(s) to prosecute this application and to transaa all business in the Patent and 
Tradcnmrk QQic6 coimectecl herewitkl appoint the following: 



Charles Bennan, Reg. 29,249 
Louis I Bovassc^ Reg. 24,075 
MaicE. Brown, Reg. 28,590 
Christopher Darrow, Reg, 30,166 
Michael B. Faiber, Reg. 32,612 
Scott R. Hansen, Reg. 38,486 
Michael D. Harris, Reg. 26,690 
Douglas N. Latson, Reg. 29,401 
Spyros X Lazatis, Reg. 45,981 
SimgOh,Reg.P45,583 
David J. Oldenkamp, Reg. 29,421 
William Poms. Reg. 18,782 
Alan C, Rose, Reg. 17,047 
Charles Rosenberg, Reg. 31,464 



Guy P. Smith, Reg. 20,142 
Ronald S. Tamisra, R£:g. 43,179 
Gregory B, Wood, Reg. 28,133 
Daniel Chapik, Reg. 43,424 
Harold D, Jastram. Reg. 19.777 
AlaiiD. Kamralli, Reg. 28,227 
Chad Klingbeil. Reg. 33,002 
Craig J. Lervick, Reg. 35,244 
Cyrus Morton, Reg. 44,954 
Bruce Canter, Reg. 34,792 
Louis C Culksm, Reg. 39,645 
Monique Heyninck, Reg. P44,763 
James W. Inskecp, Reg. 33,910 



Kurt A. MacLean, Reg. 3 1,1 18 
BcftH Bedi, Reg- 39,904 
Everitt George Beers, Reg. 40,508 
Michael Bosworth, Reg. 28,186 
Justin JF. Boyce. Reg. 40,920 
Chris W. Chou, Reg. 41,672 
Anthoiry B. Diepenbrock III, Reg. 39,960 
Robert O. GuiUol, Reg. 28,852 
Claude A.S. Hamrick, Reg. 22,586 
Esther La, Reg, 43,734 
Leah Sheixy, Reg. 43>918 
Marc Bobys, Reg. 45,267 



I hereby authorize them lo aci and rely on instructions from and commtimcate directly with the person/assignee/attomey/(5rm/ organization 
who/which first scndi£/sent this case to them atid by whom/which I hereby declare thai I have consented after full disclosure to be 
represented unless/until I instruct Oppenheimer Wolff & Donnelly LLP to the contrary. 

Ple^ direct all correspondence in this case lo Oppenheimer Wolff & Donnelly LLP at the address indicated below: 

QW*ENHEIMER WOLFF & DONNELLY LLP 
rll 2029 CENTURY PARK BAST 

38TH FLOOR 

i J LOS ANGELES, CA 90067-3024 

I hereby declare that all statements made herein of my own knowledge are true and that all statements made on information and belief are 
believed to be true; and further that these statements were made with the knowledge tliat willful felse statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Title IS of the United States Code and that Such wiUfiil felse statements 
ma$ Jeopardize the validity of the application or any patent issued thereon. 



2 Q 


FuUNume 
Of Inventor 


Reich 


First Given Nmne 


second Gtven ^ame I 


0 


Residence 
& CStizensiilp 


City 

Santa Barbara 


State or Foreign Country 
Califbmis 


Countty of Cltiaseiuihlp 

USA j 


1 


JPosC OnSce 
Address 


Post OCQce Address 

1 241 Miaskm Ridg^ j 


City 

Sama Barbara 


Stat« <& Code/Country 

Caiiforak 93103 | 


signature of Inventor 201 : ^^^^^^^^^ L/'C''\y^^^ 




i 

— J] 
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§ 1,56 Duty to disclose informatioii material to patentability. 

(a) A patent by its veiy nature is affected with a public interest. The public inter^t is best served, and the most effective 
patdftt examimtioa occurs when, at the time an applic-^tioti is being examined, tfie Office is aw.«jre of 'Assd evalMtes the teachings of all 
information inatcrial to patenfcabillij . Each individual associared witii the filing and prosecution of a patent appi icaiion has a duty of candor 
and good faith in dealing with die Oflfice, wWch includes a dtiiy to disclose to the OSice. hU infoitnation known to tiat indivtdu^ii to be 
material to patentability as tk&n&d m this section. The duty to disclose information exists with respect lo each pending claim tmtil the 
claim is canceled or withdrawn from consideration, or ihe application becomes abandoned. Mbrmation material to the patentability of a 
claim that is canceled or wiilidrawi from (joflsideration need mt be submnicd if the infojtnatioa is nof miiteaal to ihe p^rtentabib'ty cf any 
claim remaining under consideiation in die application. Thtre is no duty to submit information which i& not Tftifitenal to the patontkbilliy of 
any existing claim. The duty to disclose all infonaation Itnown to be material to patentability is deemed to be satisfied if aU irrformatioxi 
known to be material to patentabiliQ^ of any daim issued in a patent was cited by the Office or submitted to the OEBce in the manner 
prescribed by §§ 1.97(b)-(d) and 1,98, Houwer, no patent will be granted on an application in connection with which fiaud on the Cffice 
was practiced or attempted or the duty of disclosure was violated through bad fiaith or intentional misconduct. The Office encourages 
applicants to carc&lly examine: 

(1) prior art cited in seardi rq)orts of a foreign patent office in a counterpart application, and 

(2) the closest infonaation over which individuals associated with the filing or prosecution of a patsmt appMcatiou 
believe any pending claim pateniably defines, to make sure that any material infoimation contained therein is disclosed to the Office. 

(b) Under this section^ information is material to patentability when it is not cumulative to information already of record or 
being made of record in the application, and 

(1 ) It establishes, by itself or in combination with other information, a prima facie case of unpatentability of a claim; 

or nJ 

4 (2) It refutes, or is inconsistent with, a position the applicant takes in: 

U: (i) OpposinganargumemofunpateniaMlityreliedonhy the Office, or 

\ fl 01) Asserting an argument of patentability, 

A prima facie case of impaicntability is establislied when the information compels a conclusion that a daim is impatentable under die 
prep^crance of evidence, bnrden-of-proof standard, giving each term in the daim its broadest reasonable construction consistent witii the 
speciffcation, and before any consideration is given to evidence which may be submitted in an attempt to establish a contrary conclusion of 
patentability. 

h ^ (c) Individuals associated with th^ filing or prosecfutian ©f a patent appHenilon within the mmni ng of this oit nm: 

(1) Each inventor named in the application: 
; ^ (2) Each attorney or agent who prepares or prosecutes the application; and 

(3) Eveiy oihcr person who is substantively involved in the preparation or prosecution of the application and who is 
associated with the inventor, with the assignee or with anyone to whom tlicre is an obligation to assign the application. 

(d) Individuals other than the attorney, agent or inventor may comply with this section by disclosing information to the 
aitomey, agent, or inventor. 
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